. Expression and purification of recombinant TbECT in E. coli. (A) Protein samples after each purification step were separated on a 10% SDS-PAGE gel and stained with Coomassie Brilliant Blue. Lane1: Protein sample after the first nickel ion affinity chromatography step; Lane 2: Protein sample after tag removal and second nickel ion affinity chromatography step. (B) Plot of the distribution of the sedimentation coefficients generated from Analytical Ultracentrifugation (AUC) of TbECT at 0.25 mg/ml in buffer containing 25 mM Hepes pH 7.5, 50 mM NaCl, 2 mM DTT, 2 mM MgCl 2 .
Figure S2
Figure S2. The substrate ethanolamine-phosphate (Etn-P) and the product CDPethanolamine (CDP-Etn) of the ECT reaction were separated by HPTLC and detected by ninhydrin. Lane1, Etn-P standard; Lane 2, CDP-Etn standard; Lane 3, with TbECT; Lane 4, negative control with no enzyme added to the reaction mixture; Lane 5, control with no Mg 2+ added to the reaction mixture; Lane 6, negative control with no Etn-P added to the reaction; Lane 7, negative control with no CTP added to the reaction. -ions over charge (high resolution survey scan) ±0.05m/z c Peak identities refer to total number of carbon atoms and double bonds. d Precise fatty acyl constituents were deduced from daughter ion scanning, and when results were ambiguous, the literature was consulted to determine, where possible, the most likely candidate. e All of the molecular species detected within the area of the peak are contained within the lowest and highest mass range outliers listed, the degree of unsaturation decreases by one from the lowest mass in each series until the highest mass is met. e = plasmenyl (alkenylacyl); a = plasmanyl (alkylacyl). a The various nucleotides were added to the reaction mixture in place of CTP at the constant concentration of 100 µM. The reaction rate was compared with that elicited by CTP at a fixed, saturating concentration of Etn-P to give a relative rate (CTP = 100).
